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jjjjsjjj (54) Title: ANTIBODY AND USE OF THE SAME 
HI (54) £BJj0>«lfr: &frt$±Xf1:<»m& 

= (57) Abstract: It is intended to provide an antibody by which metastin or its derivative can be sensitively and specifically quantified; 
= a method of detecting and quantifying metastin or its derivative using the antibody; and diagnostics (for example, a diagnostic for 
SSS pregnancy) using the same. More specifically speaking, an antibody specifically reacting with a peptide fragment in the N-terminal 
or C-terminal side of a polypeptide having the amino acid sequence represented by SEQ ID NO:l or its derivative; a method of 
= detecting and quantifying metastin or its derivative using the antibody; and diagnostics using the same. 



= (57) Sft|: 



ON 

© 
© 

o 



WO 03/027149 




PCT/JP02/09557 



10 

££(#•)§-: lt?**tb5T5/»E?l|*Wr5*y^^K (SIT, th 
Metastin 3) tt, *-7 7^G^y^R*fiawW-? 

y/^K (h0T7Ti75) ^-Tsy^fyKtLT, t hM£<? Jlffi^/cir^ 

15 7°f- K-e&So t hMetastinte, fcfc^fllftyjt^rf-K iSS-1 1^- K&tlT 
V^6ri i0**eg*|l«l?SH4«r*i"5i:**frv^5 (Nature, 411, 613-617 
(2001) ; WO 0 0/2 4890; #M 200 0-31259 0) „ hOT7T175£ 
M3S5i£itfcB16/- 9/— ^ (B16 melanoma) V^-r *ME^E- 

20 btk t bMetastin^#:^(^V^^te^»'l4^1--i^PJb^i^o 
fc. £fc, fc hMetastin^#:(DhOT7T175^^^^=-X/NA^^-^y- 
(JBTF rCHOj fckfBJ|ft?-5. ) «fc^~r5CCa 2+ ]^cD_h#^«t bfc 
fc hMetastinft, T 5 7 RE^O^ 4 5# g ~^ 5 4# @ ©T ^ 7 MSB 

fc MletastinSrS6^fi«j^arrS^fett«feS:Sti/t:S3bi*. lot, t b 
Metastin(D^SM^^?PJi-5fcfe^, t bMetastin&1HH£a>ojtS&£fctfcffl • 
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#SPJ«, t blfetastin*fctt*Olli»f*:Srll5*j:<»ft«|teS*1-5ifc35S 

10 tv—fjVfcfcZftmU ZtlbfcWZm^Z £ £ Kl J: D fc bMetastin-fcfcf*^ 
0 *|SMtt, k >Metastin*fc»**©ll*fr©C«M8©»^<^KR:WftWJi: 

(1) BM*: l"C*§*b*T5yilBW«r*i-**y^^K*fcHt*©»| 

( 2 ) N^WgB^:/^ K#S8W* : 1 T!* S ft* X 5 / Bffiffi?!l©^ 1 # @ 

2#@oT3:ymiB^J^-|-2)-<7 p ^K-efcs±iB (l) %&®<D$ift, 

( 3 ) N^O^^T 5 ^ K#BW#* : 1 T*S * 5 T / mWWWi 1 # i 
~H3#g, Igl#g~fg4#g, f|l#g~f|5#B N Hl#P3~fg6#@, 

25 f&l#@~f|7#g, *l#B~*8«*fctt*l#B~*l 2#|©7$7 
m@B?iJ£^1-3^:/^K-efc5±fe (1) 1B«©#*, 

( 4 ) mm^- : i-c$^7^ ^ia^J s *° y k* fctt^oit 

^cDCM«^7 p ^K^«L^V^±fB (1) fBi^fct^ 

(5) SWWbSfifc-HE (l) EfcOj/tfk 
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(6) ^/*P--?vVintftn?ifc>5±fB (1) SBft©tf#\ 

(7) KIS-1N (FERM BP-742 9) ti^$Jx5W7'P 
3WJftd»fejte**t»5KI S-lNaT'^$*L5±IB (6) iBgi©^ * 

5 (8) IE?iJ##: l«*H*T§y|MBW«r*1-5#y^^K*fcW:*©« 

(9) C»W©«^<^ K#e?U#* : lt?*$tl5T$/mE^J^4 5# 
B^5 4#B©r5ySfeiB^ISr^ri-5^^KtffcS±lB (8) f!fl&©ttlfc 

(10) C«MM©aS^^ K*SE^#-§- : 1-?££*L5T5 /^IB^J©^4 5 
10. #g~J|54#B, !46tS~^54#l > f4 7#S~f 5 4#@, H4 8 

#B~J|5 4#|, H4 9#g~^5 4#a^fcf405 0#B~f|5 4#g©7 
5/*Kflfc^5^/^KT?*>5-tflB (8) fB*fe©#C^ 

(11) @B^J#-t: l^*$tbST 5 /S«B?!IS:^ri-6^y^^K* 
f|^©NM©$P^^K^BIib^v>±|a (8) !E«©#l#\ 

15 (12) : 1 s : 3, IB?"J#-*§- : 5, 13?lJ#-5§- : 6, @B^J#-^ 

K^b-r*5ftfiH44r*i-5±IE (8) IB*©ftft, 

(13) *«Wb£*lfc±flB (8) tBfcOtfcfk 

(14) ^/^P-^ttflc-efeSiia (8) flBft©#itf\ 

20 (15) KIS-1C (FERM BP-7 4 3 0). ti^^tlW/!) 

-e£BJ§&a>bjg£&;ft#<2>K I S- 1 C a-e»£*L5-h!B (14) |5S©^/^ 

(16) ±IB (1) £fctt±1B (8) e*©tftft&£#LTft5Bli, 

(17) ±|E (1) *fctt/:i8.fctf±fB (8) %M<D&#frSGLXftZ>&mm 

25 % 

(18) ±B (l) IE«©tt^«rfflv^J:i:SrWlti:-J**EM#*: l"C«$tt 

(19) £bfc_hSB (8) iB&©ffi#&fflV<>S::fc&«F»fc-f5±1B (18) IB 
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(2 0) JtfB (1) B«Ott#«r«V>Srfc«rW»fc'**5BW#*: lX^ti 

(2 1) _hlB (l) |B«o^*ffiv^ii:«r»«i:-t-SttiR©*^ 
5 (2 2) &fefc±lB (8) |B«©tft#«rfflV^6^^SrWftfc-*-*±e (2 0) * 
tc\i (2 1) !BSS©^Bftk 
(2 3) _LfE (8) »*(0tftfrSrfflV^ifcSrWRfci"SE?II#*: 

(2 4) ±« (8) BitrotltfrSrfflV^JltftWR^-t-SEWI**: ltt^ 

(2 5) ±|B (8) |B««^MV>5rt^mi-r5^^Mife, 

(2 6) ±IB (l) £fctt±IB (8) !E*c©£n;#£> t^msitfWMbSftfc 

(27) (i) &#±fc^gft;Lfc±ta (i) «*&©tfMk ««Mb*ixfc±ia ( 

20 (2) fiflU:R:*#fcUfc±B.(8) ««Mb§tlfc±IB (1) IB* 

(2 8) ±|E (e) WMl<o* ~T/H7C#£S£1-5 W rf x ) K— **MS, 

25 (2 9) KI S- IN (FERM B P - 7 4 2 9 ) T*^£ *b5 ±|E ( 2 8) 
(3 0) ±IB (2 8) fB*WW:/!J K— ^*MS«r^#rtX»4^#^T?««U, 
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(3D ±ie (14) mMo^;?v-i-^vt*M±.-rz>^-?v k~^*m& 



(3 2) KI S-l C (FERM BP-74 3 0) -e&TnSftSifB (3 1) 
5 (3 3) ±IB (3 1) mm<D^4-f]) K-viSS?:^rtXli4MT'iti U, 

t*mmtirz>±M (14) mwi<D*;?n~^vfcfc<Dm&mmKm-rz> 0 

10 5±fB (1) IB^O^;^ 

(ii) t bMetastin^fc^^^fl^cDCMJ^^^F^MIiU^V^IS 

(1) fB*©SWk 

(iii) mm* : 3 -C^^tbST ^ VZ®g#)KBi!fc 
1"2)±IB (8) IB*^^ 

15 • (iv) t bMetastin^fcf^«*#:©N«{|lIW$|5^7 s ^K^TOt^V^|B 

(8) fB8©entfk 

( V ) ±ib (1) ^fc{4±is (s) wmnftftt. mm&zxmmikztiitt 

20 *t»©fc hlfetastin3;fcri*©Wi9W*tf>JfeKfe% 

(vi) UW±K^mtVtc±m (1) IBJ|K©#itfk «{b$ttfc±fB (8) IB* 

(vii) mfr-tW^bbfc±f3 (8) aWM2Stl/fc±B (1) IB 
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*mmx°%^btiz> t huetastmvm^fctvxn, ixm&ti% 

5 ifimtfbinZo 

©T^yS^S^^U d^oHftor ^yftMEsJSiWsfflBJteii (M> Cys 

©Hlf(:©N«fli0r^S»4 0-5 OaS^Ufc%(D, fc bMetastin^ 
fcft^Oilf©Cffil0T^M4 5-5 l^S^LfctOfeifdSfflV^ 

(i) fgi#B~fg3#B©T^ymi^J&#«#y^:^h\ 

(ii) g i # @ ~n 4 # @ <dt =• / mia^ij^^-r a # y h\ 

(iii) iis@~i5#@©7^ Mamsr^r-t- s # y h\ 

(iv) ii#@~i6#@o75; ns^i*^ri-5 # y ^t 0 ^ k\ 

20 (v) mi#B~^7#a<DT^/mBB?lJ=lr*-rS^y-<7 B ^h% 

(vi) H#@~l8#g©7^; KE^ISrSrt" £ *° y ^t 0 ^ h\ 

(vii) gl#B~f|l 2#a©T$/B6E^l^i-5^^K^3«tU« 

(viii) rtibcD^y^^F^-^^T^y^as (#k lfi) 

gfc «t o $ tvfc % © ft 

25 fc hMetastin%tc}tt<DmmftOCi%m<D®fr^7'?-h*k LT % BflHfrf- : 1 

(i) i§4 5#B-»5 4#B©T5/8feE?!ISr^ri-5#y^^K, 

(ii) $14 6#g~fg5 4#B©r ^ylSfi?"JSr^r-t"5^P^^K 

(iii) I4 7#@~f5 4%r3<DT$.jmmm*^-tz>7$y^7i-b\ 
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(iv) M4 8#@~^5 4%n(DT^;mm%^irz ) tfy^.7i- H\ 

(vi) %5 o#g~^5 AmnvT^/mmmz^-rz^f-v, 

(vii) ztiib<Dtfv -<7i-Y<D-u<D7 % ;wm.m m, im amw^wz 

j£"f"5 fitted LTBU t hMetastin^fcfi-^Wfl^fiONMJcD^^ 

WbtLS,, jy«^f3\ BW*: l«£*L5T^/^ia?iJ©fgl#g~|gl 
10 3#g^TOT^ymiS^IJ-efc!9, ^oi(D7 5 /SfflB^IJcDfg 1 3#g£, Cy 
s -NH 8 fc:«#|fe*.fc7 ^ 7 ^SE^J^-f 5xKy ^7°^ K [Cys I3 -NH 2 ] th 
Metastin (1-13) (gB^J#^- : 2) tC#||!ft(C£jfc«j5TL#: (#$L<fc, 
?v-1r;V$iW) t£t*tfm^tlZ> 0 £©5*>#£L<tt, t fMetastin^fcf* 

15 #*LV^fle09fcl/rH:, K I S- lNa^^S^/iJ'n- JWfttfoP 

$^>}C % t h Metastin* tc\tt<DffiMfc<&Nll%W<DUfr^^ Wz.tfcM&)fcfc 

MetastinO (i) ^1#B~^3#@©T^ / (ii) fgl#g~||4# 

20 g©7$/MIH?iJ, (iii) Jgl#i~J|5#g<DX:- /^SB^ (iv) fgl# 
B~£6#B©T$/ifcE?!U (v) mi#@~m7#BCDT$y^|a^ (vi 
) ^l#e~H8#i©T5y^ia?lJ*7ttt (vii) Il#@~§12#B©7 

25 j£-f 0»JjU£t hMetastin^fc^^M^CDCStJ^^^Kfi: 

^IE»Jg3 8#g£c y sMt^fcT^y^iH^J^-rs^y^^K C 

Cys 38 ] t hMetastin (38-54) 0B£I## : 3) fcfl$J|«jR:Klfrf Stfcfc (0* 
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L<tt, ^y^D-^A^Ef*:) fc£#JI^&ft5. ££>5*>£F£L<«, fch 

$b(-0*b<«, t MletastinOfiHSSrTOi-S^cflc-efcSo 
#-§• : 1 , W&m-flr : 3, E?!l## : 5, ia^J#-^- : 6, SB?lJ#-§- : 7, SE?iJ# 

&£LV\g#0!|£LTf4, KI S - 1 C a Tg^SttS^/ * n— ^AfctfttfS 

10 JESI-S^tfri LTte, @S?iJ#-5§- : 1 -C*S£*L5T S /mSffl&JCtZK h 

MetastintD (i) f|4 5#@~^5 4&B<DT$;mm. (ii) f|4 6#@~ 
^5 4#g<£>T$y^E#|, (iii) B4 7#S~05 4#gOT^/miB^ 
(iv) i4 8#g~f 5 4#a©7^;i@B^ (v) H4 9#S~fg5 4#B 
OT5/^@B^J*fcfi (vi) $5 0#g~^5 4m^<DT^;m&&\*mgi&}\Z. 

15 §mi-5ffifc*£as/Sv^;|i5. 

Blltt, [Cys- NH 2 13 ] t hMetastin (1-13) — K LH&M Lfc^ ^^<D^: 
M*HRP«WMb [Cys-NH 2 13 ] t hMetastin (1-13) Sr^TWKfcifefcS: 

20 H<t\ (-O-) fi, v?*No. 1 (la) , (-□-) fit, v^No 

. 2 (2a) , (-A-) Ji, v^No. 3 (3a), (-O-) ft, 
No. 4 (4a), (-♦-) fit, -v^^No. 5 (5a), (-■-) & N ^ 
^No. 6 (6 a), (-A-) ft, v^No. 7 (7 a) , (-#-) (i 
, -7?*No. 8 (8 a) Sr*i" 0 

25 H2tt, [Cys 38 ] t hMetastin (38-54) -KLH^itfcv^^^i 
SrHRP&aMb [Cys 38 ] t hMetastin (38-54) SrffiV^TSI^fc^^^i-o 
Bit, (-O) (i, -v-^^No. 1 (la) , (-□-) ft, v^No. 2 ( 
2a) , (-A-) fi, 79Mo. 3 (3a), (-O-) ft, -7?*No. 
4 (4a) , (-♦-) (4, v^No. 5 (5a) , (-■-) ft, ^£*N 
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o. 6 (6a), (-A-) li, v^No. 7 (7a), (-#-) 
^No. 8 (8 a) &$tt, 
H3« N [Cys- NH 2 13 ] fc hMetastin (1-13) -KLH*^6JSgLfc*v^^^ 

5 04tiU [Cys 38 ] fc hMetastin (38-54) -KLHfc&ftLfcv^&JBVyfc 

H5ft, [Cys- NH 2 13 ] fc hMetastin (1-13) -K LHtr^I^ LTf^L 
fc^/^P-t/^KIS-lNa (-•-) $5£T$K I S-2N a (-A- 
) ®t MletastinK:*H-5RlStt«rHRPaWMb [Cys- NH 2 13 ] t hMetastin ( 

io 1-13) &m^z>wt&m-E i Ax-m^ftm^ZTFiro 

metis [Cys 38 ] t hMetastin (38-54) - K L H t LTft^ Ufc^ 
y TvHftffcK IS-lCaOt hMetastinfc^S^tt&HRPgBfcffc 
[Cys 38 ] fc hMetastin (38-54) SrffiV^S^-^-^— E I At'i^fc^Sr^t, 
B7tt, [Cys 38 ] fc hMetastin (38-54) -KLH§r&^fc LTfERbfc* 
15 7 ^ P— -^vMTiflcK I S-l Ca©t hMetastin (-#-) % fc hMetastin (1- 
54) COOH (-O-) „ t hMetastin (40-54) (-A-) „ fc hMetastin (45-54 
) (-♦-) s t hMetastin (46-54) (-■-) „ fc hMetastin (47-54) (— 
□ -) , *5«fctffc hMetastin (48-54) (-A-) W5©Stt^HRPg!H 
it [Cys 38 ] fc hMetastin (38-54) ^^^m^-E I AXM^tc^^ir 
20 o 

H8tt, iii«tUKI S-lCa-HRP»\ WBMftfcbL 
XK I S- lNa£JBl>fciH'K^5'^i5fc-E I A<D fc hMetastin (-•-) 05 
«MPfti»«r*-f*o i©^KCGRP (-■-) , CCK-4 (-A- 

) % NPFF (-♦-) % PrRP31 (-0-) , *5.fctfAF-2 (-□-) 
25 k<DBU&fe&&t 0 

B9f2, [Cys 39 ] fc hMetastin (3 9-54) -KLH^glt LTfBRbfc 
^ P— ^-A^ftflCK I S - 1 C a ^h0T7T175H^CHO»^V^fc|ffljartCa 
^*^*«±#flH4Srl::*M-S«p^ffi^-t- 0 a) tt, KlS-lCa$fcte 
P 2 L- 1 T&fc hMetastin (20 nM) tl : 1 » b) KIS-ICa Xltti 
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P2L-lT^rt hMetastint 1 : 10, c) fl» KIS-1 C a^fcteP 2 L 
-ITSrfc hMetastini 1:10 0, T?^ftm£j&^©»ftCa^;3->iigJh 
#ffittSr^1-„ Ef, (-O-) fi % P2L-1T (1) s (-□-) B\ P2 
L-1T (2) , (-0-) » x P2L-1T (3) , (-♦-) Wt, KIS- 
5 1C (1) , (-■-) KIS-1C (2) % (-•-) tt, KIS-1C 
(3) tr^-To 

glOtt, t bjfoJgfptDt hltetastiii^6gHgtt©iS»ffi-HPLCK:J:$*aif 
^•©^©ttSr. »*S«eL*t LTK I S-l Ca-HRPSrfflV\ Stl/EirC 
#:iUKI S-lNa»fctyK>fy?*-E I Afc ioTfeibfcSr* 

io S:^t 0 ( — ) th* h= mj /KDM^JiH^^-r 0 

(i) jWBtoWH 

^W©tt#*im^5fc»tefl^$*u6tt»i:UTI4, W^ttft Mletastin 
20 K/iffi}lOt©l)llt5:t^5 (OT, rftbfc^KlMetastinfctGjCt 
fc Hletastin*fctt-t©f|*ft:tt % (a) #|;tfc£fc K fvK 

25 jfe-Cftl^Wfc'&fife, (c) fc Uletastin^fctt-tOSigffrSra-K-t-SDNASr 
(a) »?Lttt)©m^^fcfi«^P>Metastin^:igeM-rS^ 
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^ * s &m <Dmmo r ? / mmn t m- <o r $ j wsm * i mh s 2 to± 

(c) DNA^^rt-S^WEjftfrMV^-Ct Mletaatin*fcr±-t©fl*<*:** 
3t1-5*§\ ^DNAfi, ^CO^p— ^yf^m Molecular 
10 Cloning (2nd ed. ; J. Sambrook et al. , Cold Spring Harbor Lab. Press, 

1989) \mm.(o^m^ti «orffr&-r 5 z. t 

-Y^U ^V-t?— i/a yfetC,}; «9 t hMetastinifctt-t©^** 3 — K1"5DN 
15 ASr^-r5^SfE*ft*#S^i5fe, *7tfi (2) fc hlfetastin^fcHc-t©^ 

Metastinfcijj|Ct LT^:/^ TO, ( 1 ) ^O^f KO^I^oT, 
20 (2) l-CS^^5T5y^|B^J^-a^i-S^y^^F^ji 

®M. Bodanszky *5j:tJ* M.A. Ondetti, R i/^-fev'* (Peptide 

Synthesis), Interscience Publishers, New York (1966^) 
©Schroeder*5j;t^Luebke, if -^T^ K (The Peptide), Academic Press, New 
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York (1965^) 

;V7 5 KHfiB, 4- (2', 4'-^ h^^7^-/v-fc Kp^^f/v) 7i; 
^WflM, 4- (2', 4'-^ h^7x=/WFmo c7^xf/V) 7^/ 

20 ^K£#<5^t%-e#5 0 

25 „ -ttbiCj;5^tt{Cfi7-fe5^$lJ»^J HOBt, HOOB t 

*tttfc»HOB ta^fvWbSVNfciHOOB t ^^.'T/Vt LTfeb^Cfc^SI 

fcr $ /»©?gttft:^«HiBi ©Utafc/ivkl'isfcilte t-cit m*& 
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-^W/VA7U\ N, N-S^x/KTi? b7^ b\ N-^WoU K 
V* if ©BIT 5 KSs ^b^^V-^ ^ b o*Mft!f©^o^yfl^ft**S 
% b P 7;vtPi^;^^if07/V3-;vE i^x/i^/i^^K&if©* 

5 bm f y *^V3& z<o=mt k >m. ? b ? t kp 77 v 

* if©m~xA-®, b = 7K ^ tr^-= f y >kc *?©= b v /hs* sh& 

xvk ftfift^xvvfc if © m * 7vHgfc 5 v ^ r± r. ft ©3M© JWMbft if ^ v * 

t Kpy^ffiv^ b©3(S*s *f^^+#ft^KJ^^©JM£?f 
5 £ 1 4 < JHI^RJSSrift 9 - i: J: 9 +^«:«^*ff 9 r. t 5, 
^^3iEL-C 1 b+^^i'a•^#P J tb^v^i!#^^:^^ ^ftl&SfcttT-fc^/W 5 

15 i^ste-rs^as-etSo 

^^^V^-^V^/V^/K Cl-Z, Br-Z, 7^yf/>t^v'*;^= 
/K M)7;^c7tf;K !7^ct-iVK aJvw^/K 2-=Fn7x=;v^;i'7 
20 =.—fr'fc?>'7 4 J tt<< fl<* Fmo c^if^Jf fetbSo 

, C r . 14 77^/H, 4-=bn^^K 4-* 

t b\ V—'7h*?'%A'tf~;VK K7v? b\ b y fvvfc K 

25 ftiftfSWbftSo 

•fe y y*5<tTj?x i^*=^©*najtt^ fct £tf«x/Wb£fcf*3L~7vwb£ 

/vg&if©M (C a _ 6 ) T/v*/^r/vS> ^^/>f/v3£*if©Tn>r/v*x ^ 
^i?/U^-^rv^7J/^=^Sx 3i b^r^^— ^S^if©^^bf|^^tl5S 
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,f^t KPlf5=/H, ]) -^)\>Wi. i?Xh% 0 

f a i/y©7xy -/HfekiMlIt LTfi, fc£*.«B z 1 , C 1 - B 
zl, Br-Z, ^-^'J^^/^ifW^S. 

5 K7& s ?V<l)<i%W~fr<l>Wa£kh LTft, Tos N 4-^3^-2, 

3, 6- bV ^fM^ y*/V:«fr;=. /K DNP, Bom, Bum, Boc, T 

r t, Fmo cfc2#w e>ns. 

10 2, 4, 5-b9^ao7i/-;K 2, 4-^bo7xy«-;K *sT J *=f- 
,VT/v=i~/K ^7=hn7iy-/K HONB, N-t Ko^^^5 h\ 
N-tKP^77W5K, HOB t ) icD^^x/V] ft WbftSo JS 

20 !7AfcJ:5«5nft£fc^tfe>*b5o ±IEi^»a5W^ii-^t- 2 
~4 Ot^M-CfTfrfrS;^ ^3S{Zl*3VNT(iT^y^K 7*-J— SK 
T~y~/K ^^VjA-zK ^7^^/- ^f/^^7^f K, 1, 4- 
:7** 1 , 2 -31^ ;v©«t o 

25 v ? ^hP7^^;V»i^7=7-/^S|{C < J;t)|^*^tb. h y M7 7 

^ K-A^BISi: LTfflv^;ix5*/i'S/vgtt±lB© l , 2 y^f-*— ^ 

te-r-b y ^T^-T^^t^sT/^y^a^^o-ctj^^^So 
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W^-^^^i-S ^ txmmco^f- K©T 3: K#£#5 r b So 
15 MetastinfcijgQi, TOfc Lfck©£Eg^-f-5 r b 3„ £7c, 

uetastinmm^M^^mm^w^tcm&m^fcm^-^^Lxt ±v\, m 

V^ftK^^^fcMetastinfetll^LT^i^^J; < X^tlit, £"©£ 5 &&© 
T'-r^l^LO. 1~1 0 0©#J'a'•e^fe6V^{^#$•^7ct©?rM•r•^) 

tfjKyr?/SBK, aKp^^w^s, jHyr^y/HS, #u t'^s, tfy^n 
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—1o(o7 % / Sfc^^-t 0 y i?/Hi«r^rt*s?Stt*^f l /H>^l (fli*.r£* spd 
(2) *;?x2-i-;i>>tiifc<Dim 

MetastinfetJ®«, art^^LX, #Jx.OT£ft&A, «&A, ^T^W 
®f2~6®fe^lIU-fo N W-2-1 0|Hie*fft?^So SJkSM&fcLTtt. 09 

?lfifvK -f^, ?yK tys?» h 

20 5 0 

fc £ *.tf ? * d» b#L#ti&Ol&£> & ftfcfl#S:9ft UM*&8E© 2~5 B ^fcH 
£&ZZkfc£V)s ftMetastin* y * n —ir^WM^.^ 7* V 

3f$z [Nature, 256# s 495JC (1975¥) ] fc^V^JTet LX 
H\ #Jsf^!l3->l/ (PEG) ^WVl^&ifa^itf fe^Stf* 
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, ^KfiPEG^^W^ixS, fliHilBJiS t LTfifc t xJf N s — 1 s 

P3UU SP2/0, A?-lt£¥tfh\ftbftZ>&, P3Ul&mt?£b< 

Jt^fis il&l : 1~20 : 1SM!3, PEG L< »P EG 1 000 

5 ~PEG6 0 0 0) i*l 0~8 0 %@^<D?f £tk 3I?£ 2 0~4 0°C, 

&*u<«3o~3 7*CT?ii#i~i o^^^-hnriiana* 

felt hMetastinftM^/M^y K~ JJ — ~y?KteU* ©#Sfe#tt 

Metastin^/ ^n-^^^ffl-T^^ #C:&g8^P^y ^tfttfcte^n 
PH&ire^bfcb: hMetastin£2JP?U mftKW&Lfc t hMetastin^-/^n — 

©x^y-^^ W««M^hat (t/X^i?-y^:/ s 7?//fpy> ^s: 

5?^) i o~2 o%^m^skm^tsW3^oMmmm rpm 

20 ii64o) t?fTt>^5„ />-r^y F-vgti«©Ms^ iiEw^ciLm^ 

©tfCfc hMetastin^«<Day^t(^«(CLTSlJ^T^5 0 
fett hMetastin^/ ^ i!S©*°y ^ ^Mftft: 

mm.&tkmm, mn^m^, 4*y&»fc m> deae) 
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fc*5 % k hMetastinO— ^^ctS^StrCk hlletastii^flcSrS^-f 

K-v*5j:^ k hMetastin^fi®Si-5* s; e©— ttWfcittEi&Lfc^Sfc 

t±<, SfcRWOF (ab*) 2, F a b* fcSWiF a biH#&2?£^ 

"Ct>J:v\ 

20 (i) i-^h^y^m 

25 (i) fiftUifc^i&fbbfcfc hMetastin^fcfi-^^^frONffilffilO^^T 0 ^ 
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(ii) fiflU:H:**ffcbfcfc hlietastin^tc^OmMi^OC^MOU^yf' 
\t\tfft£#i\Z.EU&1rZ>tiifcs «flMfc£ftfcfc hMetastin*fcli*©flJii*#©NSffi 

<WW$R:EJ&-*"3iMfefl s x KIS-lNa "C^^tlS^/ * n— JvM^fr^ 
# % KI S- 1 Ca-CS^SftS^ey ^t 2 " ^^-efes^ffisfe-c&So 

«fr±©^»Jomi4^ffllS-r§-<5:{-J: DtHIfCt hMetastinifcS* 

0fc#atff*L< % l^aST?ffiV>P>tT/5^C^ s t: hMetastin^7tf4^«^0 

ft^atli, [Cys u -NH 2 ] t hMetastin (1-13) t LTft^StLfc 

25 t/tn—r/l'W.fck, [Cys 38 ] t hMetastin (38-54) fc&BUH UTft*l L 

Hr* 9 s?~& (horseradish peroxidase ; HRP) T?SISfe'fk§tL'rffiV>fe*l5 0 
(2) 
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5 LT{*, £v^!7* I gGftft (ICN/CAPPEL|±M) £@ffi«#:<b LT 

r<0|ffiWO#4t5/Whiu, KIS-1 
Na^fcteKI S-ICa) „ ii) horseradish peroxidase (HRP) "CgSBMbi* 
tlfcga^!l##: 2 3-fcteiH?iJ#-^ : 3 T^fr^tb^:/^ feitfiii) 
«»U @f@Mif LfcHRP^tt£«U fc hMetastin^rS* 

10 1-5 0 

(3) -r^/^ h y 

titc^mw ataman vxm$&fo£itfc.'& t mm *ftmtz> t\ hzw$ 

(4) ^7n^ h 

±ib (i) ~ (4) mas^t, «miWMv^8ii^K:^v^nsmMii& 
mftztK fkytmnkisxn, mm?***'** 7;^i/ytwyf 
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i: tf>l§£K tf ^ v - T tf v> ^ & ffi V > 5 i i: t? # 5 » 

y « & 6 v > mmm &*mt. m^itr s <d Km v > b *t § fls^e-fr sr^ v > a 
if mfttt # v xf- w> *° y r * y a-x ^ k, ^ jay* e<d 

5 Atn £16 r 7 a / r v ^ J («*L UBft 4 9 ¥3§?r) 

15 &»£ftJ 0&2J8) (B^MMS* BSft5 7^SfT) > ^;n*ti&fea r@i*& 

S«feJ G&3JK) (EM B8fP6 2^|§fT) . rMethods in 
ENZYMOLOGYJ Vol. 70 (Immunochemical Techniques (Part A)) % Plf Vol. 73 

(Immunochemical Techniques (Part B)) > H31i Vol. 74 (Immunochemical 
Techniques (Part 0) „ IHH Vol. 84 (Immunochemical Techniques (Part 
20 D:Selected Immunoassays)) x IrIII Vol. 92 (Immunochemical Techniques (Part 
E:Monoclonal Antibodies and General Immunoassay Methods)) N Vol. 
121 (Immunochemical Techniques (Part T-Hybridoma Technology and 
Monoclonal Antibodies)) (fiJLh, T*? ^ V 9 7° V*#3ffi) ^t^Ml . V 

25 *©#ttt^^**lfc«K:l8*Sftfcv\ 

^ISKO^tt, t hMetastin;£fcte^<Z>iP»{££jSg&< 3t 
^-rS^fc^-CtSOt?, t hMetastin©£3l^fgtf>*!i?TO£tf t hMetastintf) 

(iLtt, JfoJt Jkit. m^4ti5t Mfetastin*fctt-€:©IIJ)M^O*Sr 
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09, AJM, flfcfcJR** TOM, ftl»*4 

%mm%& ¥*wm-z> - £ z> 0 m&t. 

5 iSVvttt, ftf^^t Mfetastin&JfelU t bMetastin(D4^^0Bf J; t) # 
lM§£\ Sk^mmt \sXm 1 5 f m o 1 /m 1 £*±, 0* t< ttfa 2 0 

fmo i/ m m±©#^ tmrnm-rzo 

$ (0ik ftjfttt, fL*. t&&0Mfi* TOM, J»3& ^SSft 

wms^si^ « ©« • nam t Lx&m-t § r. t s. $ e> ^ m 
§6it, wjiJttfumt^ffiT?*)*. 

15 f>f-^> 5^ IM'fca?) K:»bTftPW4 

fc»*#&RttK:#-£i-S So *f*£S, 

*IS^©St*«rllHl*iU-C, If0.01~20mg/kgfl 
gg* fflL<tt0.1-10mg/k g#M&* ^f)«t<ttO. 1-5 
20 mg/kgWS^ 1 B l~5@Sft. ff*U<Htl 01-3OTft, feP 



m&mvmmmfc&^x, r ^ ;mm*^x$t^-tz>w&. iupac-iub 

Commision on Biochemical Nomenclature tn£Sft>fe5l*ttSK#!?fc38*:J'5 
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PAM 
5 B o c 

Fmo c 

C 1 -Z 

Br-Z 

B z 1 
10 C 1 — B z 1 

O c H e x 

OB z 1 

T o s 

HONB 
15 K 

HOB t : 

HOOBt : 

Me B z 1 
20 Bom 

Bum 

Tr t 

DNP 

TFA 
25 DMF 

DCM 

DCC 

BHA 

pMBHA 



2—yuu —^l/*?;V$'3ci/j];l'i$~/l' 
v^^c i/f\/zc. T^'tjV 



3-t Kn*i/-3. 4— 5?fc Kn-4-^y-l, 2, 3-^< 
4 -^/V^^/V 
t -T'h^^f/V 

b y 
h y 

N, N* -^^tf^V/V#/V/i?i^f 3: K 

p - ^ f-Mvxt k y /VT $ V 
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CHO 


: /jvl^/V 




G 1 y 


: ^y^y 




A 1 a 


: 77=V 




Va 1 




5 


Leu 


: vjiz-y 




I 1 e 






S e r 


: ±V^y 




Th r 


: ^ U$-=-> 




C y s 




10 


Me t 


: 




G 1 u 






Asp 






L y s 


: y^y 




A r g 


: T)V^=-V 


15 


H i s 


: \L7,^-\/y 




Ph e 


: 7 x.=-;V77~y 




Ty r 


: ^n^y 




T r p 


■ hV7°h7ry 




Pro 


:7°vVy 


20 


A s n 






G 1 n 


: trw $ y 




PyBOP 










PyBrop 




25 


h 






HOAt 


: 1-fc Kn^ri/- 7 f P 




DIEA 






Bu* 






PhSMe 
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TIS 



: hIM y-fv^/Vi/^ls 



EDT 



5 i- 0 

CSB^J#^ : 1 ) 

t hMetastin©T 5 /B^IZ^o 

{mm* : 2) 

^^!)2-e^$afc [Cys 13 -NH 2 ] t hMetastin (1-13) ©T5/^1S?!J£^ 
10 "To lT**£;ft5T^/$ffi?iJ<ain#B~!£l 3#B£WT5 

H§?#!j3-e®ai£;ftfc [Cys 38 ] fc hMetastin (38-54) ©T 5: / mtM*^t 
15 o (@a»-§-: l-C*$n5T5ym^J^3 8#9~H5 4#S*-t*©T5 

X*hZ>o ) 
m^m^r: 4) 

4 tlfc t hMetastin (l-54)-0H<DT 5 J Wim^^T* (IB?lJ 

20 ##: lT^^tl5T5/M?lJ^5 4#g(Dg^-efe6T^y^7K^ 

[@E»-§- : 5) 

H®^J 5 XWm&tltc t hMetastin (40-54) tf>T 5 J IkmW^rfT o 
CIB^J## : 6] 

25 $&km 6 X*%m£tltz t hMetastin (45-54) ©7 5/ ^IBJUfc^-fo 
[|B?lJ#4§- : 7) 

mWiM 7 T'lgat Ztltc t hMetastin (46-54) ©7 ^ J mffi?'J£^-f „ 
(@B?lJ#-5§- : 8] 

•$mm 8 X'M5t$ ttfc t hMetastin (47-54) ©75/ ^SH^J^^-To 
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MMM 9 "CJKt & Hit fc hMetastin (48-54) ©7 5 /!B?l*«t, 
**©**«"C#b*lfc^^y F-?ttK I S - 1 Nft, ¥^13 (2 0 

5 o i) ^ u 1 2 B^b»io< miti i«i *&m6 mmm* 
305-8566) <Dm&n&feAmm&®iB&w$?ffi m^m^w^^^- 

(IB : ^M^«S«^«Blf^X^X||g«^m (NIBH) ) K s * 
f6##FERM BP-7 4 2 9 £ LT^te^tVCl^o 

tioWitibMcW^y k~^#imsk is-icii,¥j*i3 (20 

10 0 1) ^1^12 0«iIo<MlTSl#il **H6 (35H#-£ 
305-8566) ©»AtT^AMtt«»^PH«m m^»^S^-' 

(m:&&mm%mn&wftm£&j:^m&mt3m (nibh) ) ^ * 

f6#-§-FERM BP-7 4 3 0 £ L-Cl?f££tLW5 0 
15 £tttffci?-e^rfo 

tt#3SW©ftB£IK^5 £©^ttfcV N . 

20 

. HRftl 1 t hMetastin (@B^I## : 1 ) ©§S3£ 

rlilOp-^f^BHAiSB (0.77 m mole/g resin) Sr-^^ K<£"J&*|ABI 
430A©SJC&WfcAtl, Boc-strategy (NMP-HOBt) K^fifc^-CBoc-Phe, 
Boc-Arg(Tos), Boc-Leu, Boc-Gly, Boc-Phe, Boc-Ser (Bzl) , Boc-Asn, Boc- 
25 Trp(CHO), Boc-Asn, Boc-Tyr (Br~Z) , Boc-Asn, Boc-Pro, Boc-Leu, Boc- 

Asp(OcHex), Boc-Lys(Cl-Z), Boc-Glu (OcHex) , Boc-Arg (Tos) , Boc-Gln, Boc- 
Val, Boc-Leu, Boc-Val, Boc-Ala, Boc-Gly, Boc-Gln, Boc-Pro, Boc-Ala, Boc- 
Pro, Boc-Ile, Boc-Gln, Boc-Arg (Tos) , Boc-Ser (Bzl), Boc-His(Bom), Boc- 
Pro, Boc-Ala, Boc-Ser (Bzl), Boc-Leu, Boc-Gly, Boc-Pro, Boc-Gln, Boc-Gln, 
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Boc-Arg (Tos) , Boc-Ser(Bzl), Boc-Gly, Boc-Ser (Bzl) , Boc-Ser(Bzl), Boc- 
Glu(OcHex), Boc-Pro, Boc-Pro, Boc-Pro, Boc-Ser (Bzl), Boc-Leu, Boc- 
Ser (Bzl) , Boc-Thr (Bzl) , Boc-Gly $rHfcU*A L § ttroftg^f- TOM 
o - OttlO, 1 g &p-* l^/-/M ml, 1, 1-79 ^^-/H ml 
5 y-fbteftlO ml*. (mc-C6 O^itflfcft, 7yfb**«r»E**LfcflL 

t7rfy^ G-25^7 7^ (2.0 x 80 cm) fclttU IH^-CSPi, ± 

U Bfife>*33mg*#fc. ^S£CM-feyvn y T 4y ( 
10 SftAI) ZmM^tcXyJ* (lxlcm) toH-CH 3 C0NH4^S^IiB-C^fflL^® 
#£fcofe, Li Chroprep (ffiU) RP-18^«bfcM^ A (2.6 x 

60 cm) fctmo. l%TFAzk 200ml Tife# L , 0. l%TFA7ic 300ml 1 0. 1%TFA"^33% 

T-fe h=. h y A* 300ml«rffiV^fcJiai43E»WS:m\ ±mm^m^w^m 

15 Lfc D «*##rf- i -5 (M+H) + f3, 5858. 5^A h VTf&ofc. (fr^tt 5858. 5^/V 
hi") 

*t«ft : 

HPLCgftfJI^W 9.7# 

20 *7A: Wakosil 5C18T 4. 6 x 100mm 

mm®. : A*£-0. 1% TFA*. B^-0. l%TFk$^T± V-h)) ASrfflV^ A/B : 
95/5~45/55^ilGi&S!*fi*JfiiSttJ (2 5^) 
jjfgji : 1. 0 ml / # 

25 ^*W2 [Cys 13 -NH 2 ] fc Mletastin (1-13) (gB^J#-^ : 2) 

f-^/Wr* KW?V (Sieber amide resin (3£M^) ) 403 mg fc 5% t° 
(piperidine) / DCM / DMF (1 / 1) 10 mL 1 Qft^WMk, 

20% piperidine / DMF 10 mL £ b fc20#&IJM& bfc c Fmoc-Cys (Trt) 

439 mg, PyBOP 390 mg, HOBt 101 mg, DIEA 393 mL, DMF 5 mL ^Mx.^ 1 B#M 
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MW.lstc 0 MlrSfcff^ Fmoc-Cys (Trt) 439 mg, PyBrop 350 mg, HOAt 102 mg 
, DIEA 393 mL , DMF 5 mL&jJH?U lB$«^Lfc 0 WIl&Sfcif^L Ac20 118 
raL, DIEA 87 mL, DCM 5 mL£r#Px., 1 l^fB^MW^^L-CFmoc-Cysdrt)- 
Sieber amide resin £#fc 0 ^(D^S|^<Z)Fmoc-Cys(Trt)^Al:tt 0.43 mmol / 
5 gX°h-ofc 0 



GlyThr (Bu*) Ser (Bu*) LeuSer (Bu*) LeuSer (Bu*) ProProProGlu (OBu*) Ser (Bu*) Ser (Bu* 
10 )GlyCys(Trt)-Sieber amide resinW 726 mg£#fc 0 ^V^-Cr (D^M 218 mg 
20% piperidine / DMF 5 mL^PX., 3 0#iIl[Lfc o »£gfc?#^, TFA / 
PhSMe / m-cresol / TIS / EDT (85 / 5 / 5 / 2. 5 / 2. 5) 2 mLSrAPx., 2R#M 
£gSLfc 0 »JII£}iilUi&*#, x-7/K'ft^L«lr# (71.2 mg) , *:<D 
*)h 25 mg^HPLC^iOM^frVV S 13.4 mg<gr#fc„ #btbfc^ 
15 ^K©SC*##f£fTofc 0 M^(clJ:5(M+H) + «, 1217.3^/Vh^T?&ofc„ 

(H-^« 1217. 5 ^by) 

HPLC^fflW : 12. 7# 

20 Joy J* : Wakosil-II 5C18 HG 4. 6 x 100mm 

: A^-0. 1% TFA*. B^-0. l%TFA^PrTi? h~hV ^Sr/BV^ A/B : 
lTO/0~30/70'NiDHil*£ 4 3Eigffl (3 5^) 
9B£ : 1. 0 ml / # 

25 10*013 [Cys 38 ] t hMetastin (38-54) (E#l## : 3) (OfiBt 

TfJ|ROp-^^7VBHA^j|| (0.77 m mole/g resin) ^k^ff- K^SABI 
430A<£KJfrfft£A*K Boc-strategy (NMP-HOBt) ^7°^ K'&J&^&^Boc-Phe, 
Boc-Arg(Tos), Boc-Leu, Boc-Gly, Boc-Phe, Boc-Ser (Bzl) , Boc-Asn, Boc- 
Trp(CHO), Boc-Asn, Boc-Tyr(Br-Z), Boc-Asn, Boc-Pro, Boc-Leu, Boc- 



Fmoc- 
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Asp (OcHex) , Boc-Lys (Cl-Z) , Boc-Glu(OcHex) , Boc-Cys (4MeBzl) t 
^S?^*-/H.2 mlk^mfryyikfrmiO ml*. 0^ 6 0M#UA 

& % 5 0%^Sbk-e**L*:'fe7rf f y^^ (fS*) G-25#7^ (2.0 x 80 cm 

) Ktfu m^mx-mm, £KH#fc*»aGKfls*u 6#$^98mg£#fc 0 

20mg£Li Chroprep (ftflf) RP-18*3te*Ufca»ffi^ f#7^ (2.6 x 60 
cm) \Z.tttfO. l»TFA7k200ml-C^, 0. l*TFA7k300ml 1 0. l%TFA^40»T"fe: b - b 

5^7°^ K7mg&#?c 0 #bttfc^^ K&ft*#*rbfc. flt*^tfftJ:5 
(m+h) + 2102. l^Vv b yx-hotc (W-IWB 2101. 99^ b ^) „ 

HPLC&ffllSM : 10. 3# 
15 *7A^# 

*7A: Wakosil 5C18T 4. 6 x 100mm 

mffim : Ajfc-0. 1% TFA*. l%TFA^Ti? b = b V /^^ffiV^ A/B : 

80/20~60/40^ittj»S**^ffi»ffi (10#) 
: 1. 0 ml / £ 

20 

IM4 fc bMetastin (1-54) OH (IE?lJ## : 4) ©JlBi 

rt?IRBoc-Phe-0CH2-PAM^i (0. 77 m mole/g resin) K'nfifcfiHABI 
430A©KJ&ltK:A^ Boc-strategy (NMP-HOBt) ^7°^- V&f&%feX*Boc- 
Arg(Tos), Boc-Leu, Boc-Gly, Boc-Phe, Boc-Ser(Bzl), Boc-Asn, Boc- 
25 Trp(CHO), Boc-Asn, Boc-Tyr (Br-Z) , Boc-Asn, Boc-Pro, Boc-Leu, Boc- 

Asp (OcHex), Boc-Lys (Cl-Z), Boc-Glu (OcHex) , Boc-Arg (Tos) , Boc-Gln, Boc- 
Val, Boc-Leu, Boc-Val, Boc-Ala, Boc-Gly, Boc-Gln, Boc-Pro, Boc-Ala, Boc- 
Pro, Boc-Ile, Boc-Gln, Boc-Arg (Tos) , Boc-Ser(Bzl), Boc-His(Bom), Boc- 
Pro, Boc-Ala, Boc-Ser (Bzl) , Boc-Leu, Boc-Gly, Boc-Pro, Boc-Gln, Boc-Gln, 
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Boc-Arg(Tos), Boc-Ser (Bzl) , Boc-Gly, Boc-Ser (Bzl) , Boc-Ser (Bzl), Boc- 
Glu(OcHex), Boc-Pro, Boc-Pro, Boc-Pro, Boc-Ser (Bzl) , Boc-Leu, Boc- 
Ser(Bzl), Boc-Thr (Bzl) , Boc-Gly ^JlR{d^A L S iftO^^f- K»£#7c 

5 tbfc-<^KM*^Lfc 0 ftMia5(M+H) + li s 5859. h^fco 
fc(H-j?flt 5859. 6^V^)„ 

HPLC^ffl^^ : 10. 0# 

10 ftyJ* : Wakosil 5C18T 4. 6 x 100mm 

mmfc : AWi-0. 1% TFA7X, Bm-0. lXTFA^T-fe h~ MJ /HSrJ^ A/B : 
95/5-45/55^B!DlS@[»S4gS^ta (2 5#) 
: 1. 0 ml / # 

15 ^5 t hMetast in (40-54) (|B^I## : 5 ) <DWk 

TfT|ROp-^^VBHA»Ji& (0.77 m mole/g resin) Sr^^ K^JifctRABI 
430AOKJSflTK:AtL, Boc-strategy (NMP-HOBt) ^T 8 ^ K^J&^SxT'Boc-Phe, 
Boc-Arg (Tos) , Boc-Leu, Boc-Gly, Boc-Phe, Boc-Ser (Bzl) , Boc-Asn, Boc- 
Trp(CHO), Boc-Asn, Boc-Tyr (Br-Z) , Boc-Asn, Boc-Pro, Boc-Leu, Boc- 

20 Asp(OcHex), Boc-Lys (Cl-Z) B»OfiHB^<^ K*HB&»fc. 

WBgO. 12 g £p-;7 H/— /M ml % 1, 4-^^ y^ft-;H. 2 ml t *iC«7K7 $"fb 

25 (®£Q G-25#7i* (2.0 x 80 cm) KttU W#llT?JH(i % BEgHhftS: 

AftUKKfKttU fifi»*4 0mg*#ft, %t£Li Chroprep (jSSO RP-18& 
JiLfc|ft^0^f*7A (2. 6x60 cm) MttO. 1%TFAtK 200ml -?$g#\ 
0. 1%TFA7K 300ml £0. l%TFA^^33%T"fe h= h V /WK 300ml SrfflVyfcjUS&lE 
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tifc^T 0 ^ K&«*#*f bfco fC*#» J: 5 (M+H) + te> 1869. 9^/v h ^-efco 
fco (H-JMS 1969. 9^;w b >0 
: 

HPLCiStm^W : 18. 6# 

5 

rWakosil 5C18T 4. 6 x 100mm 
fefffifc : AftL-Q. 1% TFAtK. B*£-0. l*TFA"£*T*fe b~ /Vfc/flV^ A/B : 
95/5~45/55-Nffi«M<feJBE^tti (2 5^) 
« : 1. 0 ml / # 

10 

&*0i6 bMetastin (45-54) (E?!l#* : 6 ) (DftSfi 

TtjJECp-^^/VBHAWIB (0. 77 m mole/g resin) F^ttABI 
430A©SOT |:Atl> Boc-strategy (NMP-HOBt) K^/fcfr&rCBoc-Phe, 
Boc-Arg(Tos), Boc-Leu, Boc-Gly, Boc-Phe, Boc-Ser(Bzl), Boc-Asn, Boc- 
15 Trp(CHO), Boc-Asn, Boc-Tyr (Br-Z) , £JKfc3*A L S ftO^tt^T 0 ?- H»ffi«r# 

fc 0 c ©umbo. ii g 1 t nm\z.mmnu t-r^-f^- K2. 2 mg 

%mc B Wfefrfc^/^K&fM&Wbfc. IC*#^£6(M+Hm 1302.5^ 
/Vbytfco fc 0 (tUMt 1302. 6^ h y) 

20 HPLC&TOW : 18. 7# 

# 7 A :Wakosil 5C18T 4. 6 x 100mm 

: AJR-0. 1% TFA*. BflJ[-0. lKTFA-a^T-fer b~ h !> /V&JBV^ A/B : 
95/5~45/55^«M^^)E^ffi (2 5^) 
25 »Stil : 1. 0 ml / # 

5fe|fcW7 fc bMetastin (46-54) (E3W§- : 7) <BjR3i 

Ttj|ROp-^^BHA«fJB (0.77 m mole/g resin) £r-^7°f- KMiABI 
430A©KJS&MfK:A;h^ Boc-strategy (NMP-HOBt) K^j£2f j&TfBoc-Phe, 
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Boc-Arg(Tos), Boc-Leu, Boc-Gly, Boc-Phe, Boc-Ser(Bzl), Boc-Asn, Boc- 
Trp(CHO), Boc-Asn, SrHBfc^A L g #}£>$:^7^ WftJ!i£#fc 0 
0. 11 g Sr&ftftl 1 BWt-f-S^^ K3. 4 mg£#fc 0 

tlfc^f-K^M^Lfco ®fi^^iS(M+H) + ft, 1139.6^hV^& 
5 ofc D (ff-Uffi 1139. hy) 
: 

HPLC^fflW : 18. 1# 

Wakosil 5C18T 4. 6 x 100mm 
10 feMWi : Am-0, 1% TFAzk„ B$t-0. l%TFA^*Tir b~ h V A/B : 

95/5~45/55-llB»Jt^@H^t±S (2 5 ft) 
ftE£ : 1. 0 ml / ft 

IM8 t hMetastin (47-54) (E?lJ#-§- : 8) ©»3t 
15 rfrflRODp-^fvl'BHAWJIi (0. 77 m mole/g resin) Sr^^ K^J^ttfcABI 
mk<D&ftM fcAtk Boc-strategy (NMP-HOBt) J< -~7 s f' K£j&£ft"T?Boc-Phe, 
Boc-Arg (Tos) , Boc-Leu, Boc-Gly, Boc-Phe, Boc-Ser (Bzl) , Boc-Asn, Boc- 
Trp(CHO) SrKSfc^A L g BjOfiiflH:^ K«HBfc#fco :©SI0. 12 g £0S 1 
iH«J!:JK«aBII»UB«ii:-rs^^Kl3.0 mg£#fc 0 WfetLfc^^Kft- 
20 Jt*»*fbfco «S##ffc:±5(M+H) + ft, 1025.5^>^-Cfoofc 0 (ftJMt 
1025. 5) 

HPLC^ffl^FF^ : 17. 6ft 

25 : Wakosil 5C18T 4. 6 x 100mm 

mm : A^-0. 1% TFAzK, B$fc-0. lXTFA^T-fe h~ b U A-SrffiV^A/B : 
95/5~45/55^gD»S!*«4gffi^tti (2 5#) 
gf£5S : 1. 0 ml / ft 
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Hie#i|9 t hMetastin (48-54) (gB?!!#-i§- : 9) <DW& 

T&JR©p-j*?vVBHA#j! (0. 77 ra mole/g resin) K£fifc»ABI 
430A©KJES1fK:A^ Boc-strategy (NMP-HOBt) K£-jfcfrfeT?Boc-Phe, 
Boc-Arg(Tos), Boc-Leu, Boc-Gly, Boc-Phe, Boc-Ser(Bzl), Boc-Asn, 

5 Aua m<D^m^^ mmm± 0 z ©». ie g % P -? w-/u mi t &k 

*##ffcJ:5(M+H) + (tHM£ 839. M') 

10 HPLC^fcH^ra : 15. 6# 

*7A : Wakosil 5C18T 4. 6 x 100mm 

: Ai-0. 1% TFATk. B$-0. l%TFA^T-fe h~ h JJ/V&JIVWB : 
95/5~45/55-ttM^<fej|a^m (2 5#) 
15 « : 1. 0 ml / & 

i o %MWL<z>im 

(1) [Cys 13 -NH 2 ] t bMetastin (1-13) Sr*trfettflt©ffcK 
^^2-e#f J tbfc [Cys 13 -NH 2 ] t hMetastin (1-13) £ Keyhole Limpet 

20 Hemocianin (KLH) Ofc&ffcfcfER U MIttfe. 

i-ftfrt>, KLH 20mg^ 0. lMPyilli (pH6. 5) 1. 4 
ml»$t N- (T-eW^7f!)n^» t^i/=^ K(GMBS) 
2. 2m g (8 jumo 1 ) Sr^tfDMFjgSK 1 0 0 » 1 fcjS^U ^4 0^ 

25 KSfl^ASftfcKLH 15mgi [Cys 13 -NH 2 ] t Mtletastin (1-13) 3. 7 
5mgfc«r»#U 4'CT*2BFM^fc 0 4Jg££*fc*tU 4*C 

T?2 0ira*fLfc. 

(2) [Cys 38 ] t hMetastin (38-54) ^tr^&B^M 

•$m.m 3 1?# btlfc [Cys 38 ] t hMetastin (38-54) t K LHi <DM&fc%ft 
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1rt£K>h, KLH 2 1mg&0. 1MJJ y^WmW. (pH6. 5) 1. 4m 
lfc&#i*Ht\ GMBS 2. 35mg (8. 4)imol) SrStfDMF^ 1 
OOja 1 £?jl^U ii&t'4 0«^fco t77fy^G-2 5 

5 ^7 7^T^®L7c(D-fe N ^ Y'moWAZtltcBTG 15mgi: [Cys 38 ] 

t hMetastin (38-54) 3. Omgilr^U 4*C-C— »6RjtS$*fc 0 ^Jfc^ 

l l %M 

10 6 ~ 8 ®^<D B A L B / C iHf-v ? * id , Hgfeftl 1 0 b ft [Cys 13 -NH 2 
] t hMetastin (1-13) - K L H^^*5 J: 7J? [Cys 38 ] t hMetastin (38-54) 

h £ t tj^T^Lfc,, mm3M^*5t^[^*W^iI^^7n^^ 

15 

i 2 g#*«smfcte!C<D#fsi 

(1) ^^tV^^^—l? (HRP) WMfc [Cys 13 -NH 2 ] t hMetastin 

(1-13) oim 

$mM2X'%bfflt [Cys 13 -NH 2 ] fc hMetastin (1-13) iHRP mM%^M 

20 femm. -<-v ^tf-^i/s^ j»%m) tz&mu mtftmum (eia) 

6mg (I50nmol) i£r 0 . 95ml 
(DO. 1MV l^mmmm. (pH6. 5) \zmM&^, GMBS O. 4 2mg ( 
1. 5(imol) £-^trDMF«5 0 // 1 t?I^U iit3 0^«^* 

25 t W 5: KSO^A £ *WbH R P 4 . 2mg (1 06nmo 1) t 2 T? 

#bftfc [Cys 13 -NH 2 ] t hMetastin (1-13) 0. 9 8mg (3 1 9 nmo 1 ) t 
SriB^U 4°CT'l 0^$-&7t o SM!>/Hp^AcA4 4 (LKB-7 
r^VTftm %yJ»X*frmU HRPM [Cys 13 -NH 2 ] k hMetastin (1- 
13) 
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(2) HRPHIft [Cys 38 ] fc hMetastin (38-54) (DftM 
S*»ftl3T?#bilfc [Cys 3B ] t fMetastin (38-54) iHRP^WU E 
IAOi»#ilfc„ HRP 8mg (2 0 3nmol) ^1. 4m 

1©0. lM!JyMI(pH6. 5) tiUmZlts GMBS 0. 56mg 
5 (2. 0 2^01) ^tfDMFii 100^1 ti^L, f IET* 3 0 

W 5: KStf^A&ftfcHRP 6. Omg (14 2nmol) tH^j3T* 
#&tLfc [Cys 38 ] fc hMetastin (38-54) 0 . 89mg (425nmol) & 
S£U 4 < tT'l BBS^ftfc. M^Fn^/VAc A4 4^7At'^Il 
10 , HRP^ffs [Cys 38 ] fc Miletastin (38-54) £r#fc„ 

mmm 1 3 mois 

(1) [Cys ,3 -NH 2 ] t bMetastin (1-13) -KLHMft^MUfc^^^O^t 

15 [Cys 13 -NH 2 ] fc hMetastin (1-13) -KLHa^Sr 3 ilMIRJRlTf 2 Hl^&ffiSr 
fxv\ *©iaiB«R:|l8J©MiLftfTV^ttSrtlUftbfc. 4^1 
2, OOOrpmtl 5£»&LfcflU ±i**ls]iK Lfctlkfjf £#fc 0 fctjfo.fi*© 

v^is-btrimr&ttib, £1\ ^^^fA^n/y« (i g G®# 

20 , *y^/U*b«) Sri 0 0m g/ml-^tfO. lM^ilSi (pH9. 6) & 
$££9 6 ^ai/W^OT'l'— hfcl 0 0/z lfo^U 4^24^1 

bfc 0 ?v-h£D ^i&tt»£SMkEbfc (pbs, p h7. 4) -egfe^u 

|±M) £^tfPBS£3 0 0/z 4W/i<H2 4«IL 

25 fc„ 

yyr — C [1%BSA, 0. 4MNaCU 0. 05% 2mM EDTA 
•Na (xfi/y^^y-N, N, N' , N* h U Aig^fP 

% (Ethylenediamine-N, N, N' ,N' -tetraacetic acid, disodium salt, 
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dihydrate) , DOJINDOtO 5r£tf0. 0 2M!)y««, pH7.0) 

*. % 4tfi 6HISS(S^t ^v-h&PBSTi^Lfco^ m 

mil 2 (1) -Cft«LfcHRPaWMb [Cys 13 -NH 2 ] fc hMetastin (1-13) 
5 y77-Ct3 0 0»$0 lOOfil fc^Px., gi&T? 1 B£J&£*fc D &fc s 

^Sf^fA (KIRKEGAARD&PERRY LAB, INC, yT^-yM^ 
100/tl &j&n*.£i&T?l 0^W»&**5ri:Kj:9»gUfc. 
%lM!)ytlOO/t 1 Sr*n^Jfc§-er^Ot>N 4 5 0 nmOP$l|X£7 P l'— MJ 
10 (B I CHROMAT I C, * 0 #$^±$0 -ei!5£Lfc 0 

Cys 13 -NH 2 ] t hMetastin (1-13) m#^6ttfr|G©±##»fcfeftfc. 
(2) [Cys 38 ] t MJetastin (38-54) -KLH^frfc&iEgLfc^!?;*©^ 

15 [Cys 38 ] t hMetastin (38-54) -KLHl^M 3!l:fe$E&fTV^<£> 1 ilfffl 
^^BgjS»^V^Jfc-^^mUfc 0 $ bKtaM*. 4^12, OOOrpm 

±IB (1) XifM t fcft^ ^7^A7^n^y ^ftf*^ W ?u-7U-h<D 
20 #!)i;H^>777-C5 0mK *5 itM ? 7r > -C-Cfl5LfcSiM 1 0 0 

H^Ml 2 (2) TffERUfcHRPfltWMb [Cys 38 ] t fMetastin (38-54 
) (^5'77-CX*5 0 0f|PI) 1 0 0 n 1 SriP^aTl 0Rf&§-tfrfc o & 

25 */W<— tf-^V^— ^SSf'^T'A (KIRKEGAARD&PERRY LAB, INC, yT^yfjk 
&M<9m^) 1 0 0 n 1 fcjp 1 O^-MKJE&^Sr. fcfciJ: DSHJgUS:. 
TOlMy y||lOO/il ^P^Jh^^TfcOtj, 4 5 0 nm©!ftJ|XS::7V— 
h y-^- (B I CHROMAT I C *0»|ltt§iD T«Lfc 0 
^^0 2^fo ^Lfc8E6©^!7^^r^ [Cys 38 ] fc bMetastin (38- 
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54) fc^5^ftffi<£±##E&bftfc 0 

WilV^fi^Lfc-7>>^|^U2 0 0~3 0 0 m g(D%,&m%£M 
5 ^fefcO. 25-0. 3mHC^?$*fctcD^Mrt{C^®-r6Cir^J: «9S 

MEM) K?M£it\ »Il»^M&#fc 0 »fi»^KlfflV>5|»fitL-r, B 
ALB/C-7^^5ip>-vMP3-X6 3. Ag8. Ul (P3U1) 
10 ^rffiV^fc [Current Topics in Microbiology and Imnology, 813^ 1978 

ftUftftg'ttU ®fe [Nature, 256#, 495JC* 1975^] fcJpCTfTfcofc. 
bt>, l$li«^J:tJ ? P3Ul^^ti-m, jfltt^^rL^V^MEM-C3SSfe# 
U WJ»*BJISfcP3Ul«c©lt^Srl 0 : 1 fcftS £ 5 8OO0feX* 

15 1 5ftmm>bzftft^mmztm&ittL 0 ±.m*ft&K&£vit^ ttm%m< 

liCU 4 5%^yifI/^!J3-/V (PEG) 6 00 0 (= yfcyj hffig* 

) £0. 3ml^P^ 3 ytoWftTMifLta^^io^ 

m> »lilM2m 1 ©fiJ'g'-eMEM^MU, #IH 5ml OMEM^iP^fc 

1 6000^15 ftm&fo l-c vtc 0 r ojnueetmb & 1 o 

20 Jfc*£^r-f-5G IT^^^ (?P3fe*ai) (GIT- 10% FCS)^, P 
3Ul^i m i^«92Xl 0"ft|C3fcSJ:5^S L 3BtU 2 4^ff-fyVa 
(P V^ntfcU!) 1 ^a/H m lfol9 2^x/HciiUfc 6 » 

?r3 7 e c-r*5%^^-f i/^^-t-tpx-mmvtco 24mrm, hat ( 

t^ih^V 1X10-4M, r^/^fUy 4X10-7M, 
25 1. 6X10-3M) FCSW (HAT»*) £1 

9 lmlfojttfSri^iU, HAT»*y(aiSrH*6Ufc. HAT 
i§*«3, 6*5*0*9 B|ftKllH**lml»Tfc«, lml©H 
AT#&£^1-3£fcfc±0iJ*lfcLfc o ^M"/y K~<r<BliJ&f3\ 
9-140 -x»aj» feft> i#£i£2 s St^ tfc # (»1X10 6 ir/v/m 1 h ± 
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[Cys 13 -NH 2 ] t hMetastin (1-13) - K LHSrMU^ gJ5 t KVM' -? ]) 



*1 

0tt h [Cys 13 -NH 2 ] tFMetastin (1-13) ^/^n-f 
10 /UfftfrORlStt 













t: Mitetastin ( 




mm 


No. 


1-54) 






1 


+ 


I g G 2 b, k 


K I S- 1 N 


2 


+ 


I g G 2 b, k 




3 


+ 


I gG2 b, k 




4 


± 


I g G 1 , K 


K I S-2N 


5 


± 


I g G 1 , K 





1) 1 0 nM©^|t hMe tastin (1-5 4) *S#£Ufcl* 
+ : (B/B 0 ) <0. 50 



± : 0. 5 0^ (B/B 0 ) <0. 8 0 
15 - : 0. 8 0^ (B/B 0 ) 

B : ^#$^©»^LfcHRPii [Cys- NH 2 13 ] t hM 
etastin (1-13) i 

b 0 : m%&ft&#<D$imz.m&vftHRPMm cc y s - nh 2 u ] n 

Me t a s t i n (1-13) i 

20 

[Cys 38 ] t Mletastin (38-54) -KLH*Mtfc^!?^**^^!J K 
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^[Cys 38 ] t hMe t a s t i n (3 8-5 4) t/^P^Wg 



No. 



1 

2 
3 



t hMetastin ( 
1-54) 



+ 
+ 
± 



9 J*/ 



IgGl, K 
IgGl, K 
IgGl, K 



K I S- 1 
C 



10 1) lOnMOftlk Miletastin ( 1 - 5 4 ) LfcB# 
+ : (B/B 0 ) <0. 50 

0. 5 0^ (B/B 0 ) <0. 8 0 
0. 80g (B/B 0 ) 
B : ^#£B#©^O^LfcHR P«fa [Cys 38 ] t hMe t a 
15 stin (3 8- 54) i 

B 0 : ffi[Lmf&ft<Oftttfcfe& LfcHR P«fc [C y s 38 ] fc hMe t 
astin (38-5 4) ft 



20 D--y^iLtft, 7^^»fit LTBALB/C^!?^©il» 
I^/vS!) 5 x 1 0 5 f@f-ft5 i pfc2jnx.fc 0 ^n— s^H % W/D K-v 
£\ febfrCfc^yA^-rt'O. 5ml £j»ft$^£ft7t^** (BALB 
/C) (£1-3X1 O 6 -fe/v/E£0B£ft&#bfcOib, 6~2O0it» 
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. IP*., l7k6-2 0mllrfi©^iii (3. 5MNaCl s O. 0 5 
% NaN.t^tfl. 5M^!)Vy (pH9. 0) 3 T*#fR LfcOib, fohfr 

RepligenfrSD U y A ^ U [ ( 0 . 0 5 %N a N 3 £ 

^t?0. lM^xyfi» ( P H3. 0) ) X*mttiVtc 0 *§tt» P B S 
U-C4°C > 2 0K@^LfcO^, 0. 2 2/im07^;^- (5!)*°T*±®D (C 
«£ 9 B&ffi^i® U 4 °C 5 1 8 0 °CTi£# Lfc 0 

i-^^^-m^m^^^y-f^ A-y is# MA/y — iyh/^t^ (e 

LISA) feHfofc 0 1"&;b*>, ft^n/ml Sr^tfO. 1M«« 
(pH9. 6) »9 6^x;W^^D7 , ^hlU0 0MfoMU 4 

15 ftr^ns/^-^^Wc©^ T4 y?47°?4 \?y-!f*y MMouse- 
Typer™ Sub-Isotyping Kit ^t7y Fttl) ^ffiV^EL I SAiaotg 

20 (1) t^-EJA ( [Cys- NH 2 13 ] t hMetastin (1-13) 
&) 

[Cys 13 -NH 2 ] t: hMetastin (1-13) -KLH^MI^ ttl^Lfc^/^D 
*1\ ^;^n-t;VifrKI S-lNa&itFKI S-2Na^©$if 

25 mzmmn swMoijm^x^m^s i AKm^^wm^t lx 

, m%k&(D&&mmw&&m<Dffi 5 0%t tzzfcw&m o&3o~50n g / 
mi) ^sit mmmi smm^m-^^^^y 

~*<<>? ny°U— hlZ, (i)KIS-lNa^50n g/m 1 o/<yyy 
-Cl?«$tl/c^Metastin (1-12) |lM5 0/t K (ii)^y7r — CT?* 
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IR&tltct hMetastin (1-54) it5 0/i K (iii)& ^t^lB^^I 1 2 (l 
) X^htltcHRPm^t [Cys 13 -NH 2 ] k hMetastin (1-13) (^-y77-Ct 

4 o o 5 o/i i ^v^^^^y ^p^p ytt#«^>r *n:/V— h 

5 A/^n^y ^#JS^W^n^V--h±©B!*ffitt«r, ^»Jl 3 (DIB 

te*Sr*lKl*i". -frUfctK ^IrtKDfcfth. HRP« [Cys 13 -NH 2 ] k 
hMetastin (1-13) £RJ&U * bfc^ k bMetastin^M LT*>KJ&tt£^L , r 

10 0HfcLT\ ^^bO^^t hMetastinfc^LT*t>i*V>SlSttSr^Lfc i E-y^ 
P-t;V^KIS-lCa (IgGl, k) Oj^-g-^-E I A<E#*£® 5 

KI S-lNaOt bMetastin©S3PftJS*»bx (B/B 0 )=0. 5 Sr-^x. 

5 t Mletastintett. 0. 1 nM x 0. 0 5 8 n g/w e 1 1 X*hZ>Z t tfft 
15 /5>ofc (0 5) o m KIS-lNaH [Cys 13 -NH 2 ] kh 

Metastin (1-13) hMetastin{£#UTj^V^JStt£* 

(2) g^-EIA ( [Cys 38 ] k h Metastin (38-54) * / * P — Jvl'ttflO 
[Cys 38 ] k h Metastin (38-54) ^6/ * n— ^MW®S#M&£III1t©77- 
20 ^la^^fc. 

*1\ &*;?n-^ji'fttm%L<Dtfi#.m&mwiWi 3 (2) iBtto^^j; 

©3»5 0%i*5tn:fW»* (»30~50ng/ml) £&£bfc 0 
r)^A^P/!J ^fl^W ^q/^b(C, (i) 5 0 n g /m 1 iC/^ 5/ 
25 77-C X*mi £ ttfctrC k hMetastin (39-54) fctft KIS-ICa 5 0 
H K (ii)H^Jl 2 (2) !5«HRP« [Cys 38 ] k hMetastin (38-54) 
^5/77-Ct5 0 0{g«L7c|§*5 0 n 1 fcAn&fc (iii) ^ 

y?T — C"C#|RLfc:10- 6 M~ 1 0 -9 Mtf>k hMetastin, £>5V\fcik hMetastin 
Sfcfr^^K (k hMetastin (1-54) -C00H {CW^J ;V^ } y;V^(D%<D) % 
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Sa^J#"^: 5tS^t hMetastin (40-54) % Ifi?lJ#-§- : 6 T?&**LS fc h 
Metastin (45-54) „ IB^J#-^ : TX^ZfaZt hMetastin (46-54) % @B?'J#-5§- 
: 8"e**)h/5t hMetastin (47-54) , B?H#* : 9t^^H5t hMetastin 
(48-54) ) <D/<y 7 7 — C$&m 5 0 n 1 £ 5 0 n 1 Jp*. % 4 tJT? 1 6 B#Ph1KJ& 
5 £iirfc 0 

(i) £ (ii) *SAoTV>5i^5^(iii)fc|B<feb/t^^K36Sl 

$1*0! 13 ( i ) lE^o^t- .t o « bfc 0 

«S*Sr*2^-t-. w*l„£<9> V^tl©gi*'l>HRP««jb [Cys 38 ] th 
10 Metastin (38-54) ££OSU fc hMetastinfc&LTfc^teSr^f LT 

^JfcbT, t hMetastin^ LTS^V^J&ftfc^bfc^ 7 ^P-^/V&ft 
, KIS-ICa (IgGl, k) ^ft-EIA©»0 7» o 

KI S-lCa©t hMetastin(7)^tpft^e)> (B/B 0 )=0. 5 
15 St hMetastin^}*, InM, 0. 58ng/well £ t&ftfrvtc 

(06) o 3; 7c, ^CDfctffcfiK I S-lCatt, t hMetastin (49-54) i©S 
*ttttPV^3&Sfet>*i"t>©, Metastin (1-54) -COOHJ^ LTte£^J&14£ 
jj*£ftV^ t h Metastin© C»#©C3«©T^ KSr!l<»«i"5 

Zk&ftfr^tc (17), 

20 

HRPWWkSiMetastin^/^P—^^flc (KIS-lCa-HR 

P) ©fER 

KI S-lCa*MKPi&9. 56mg (6 3. 7nmol) <Sr£frO. 1MJJ 
(pH6. 8) t x GMBS 0. 7 7 ju m o 1 <£f^t? DMF 5 0 ju 
25 £tB.-e4 0#Rj£$*fc. M^t77T-^^G- 2 5 #7^ ( 

«J£#u o . 1MU vlMg«i& p H 6 . 7 ) XftM U W 5 K£<0**A£ 
ttfcStfl®^7. 17mg£#7c 0 JfclC, HRP 17. 8mg (44 5nmo 

1) &-£t?0. 0 2M';viiit (0. 15MNaCl^tf) (pH6. 

8) 1. 4mll^ ( 2 - 1° JJ ^ 7"n 
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W-f(SPDP)6. 6 7/imo 1 Sr^tfDMF 6 0 n 1 «rjbP;i % M*T?4 
0#£J&£*fc o IkK, 6 6 Atmo 1 <D*S?-Hr* W /VgrgtpO. 
ftffift (pH4. 5) 0. 4ml»i ^fiT*2 0^KJS**fcH, t7 7 f 
«7^XG-25^7A (^SfMx 2mM EDTASratfO. lMllyiift 
5 % pH6. 0) XftMU SH^^A^tlfcHRP 9. 8mg£#7t 0 

, SHS<Z)2»A^tlfcHRP 8mg t^r W ^ K3£©l*A*nfctft(*®^3m 

> pH6. 5W5SephBcrylS-30 0HR*5A (Pharma 
10 c i a#M) (C#fcb. KI S-lCa-HRP^M^-^^bfCo 

mmi 5 -^y K-T yf-m-E IA (f^ y^jfe-E I A©#M44£^g 
) 

^&#J 1 T*#btufcffi^L7c:^y ^ n-^/V^K I S-lNa^l 5/i g/ 
15 ml-^tfO. lMMli (pH9. 6$g$£) £ 9 6 ^^/W-f ^ h 
iHOOiil "f L % 4 < CT* 2 4 B#Mg Lfc ? ^/VO^PJO^^^ 

P B S -C 4 Vfc -fVL y $ m-X 4 0 0 n 1 Sr^^jfrffc Lfc 0 

±fS«^-/^-h^, ^y7 7 -C*^&0. 0 2My>-^il«^ (pH 
7) -C«L7cit hMetastinW«fc«Metastin^^^C^^F-NH 2 
20 W^^^o^y^ K [Calcitonin Gene Related Peptide (CGRPh 

Cholecystokinin-4 (CCK-4), Prolact in-releasing Peptide31 (PrRP31) (ivf 

fc„ pbs x*m& vtzo^ mnm 2 xnm vtcK 1 s - 1 c a -hr p 

7T-C-C2 0, 0 0 0^^) 1 0 0 m 1 ^P^s 4*0^ 2 4 B^S&^fc 
25 ^ I^gtLTft3 0, 0 0 0®%r%l<Dh<DZm^fc o P B ST-g^Lfc 

(#*RJCS2 0#) „ 

^lrlH8{^-ro £*i«fc!K *«>TilW8£fc:fc MfetastinSrttWi-S^^jJS 
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■ft£fr>1b, ^(D-V-ls y^m-E I Ati, t hMetastinSrO. 3 f mo 1/ 
we 1 1 ttf*imX*hV, ffi©CWRF-NH 2 iMto^ 

^FPrRP31, NPFF, A F - 2 ^ffi L^C^o7t (08) „ Ltc 

dSoT, ©fBfctftt LTK I S-lNa«rJBV\ WiUKI S-lCa- 
5 HRPSr^S^^K>T y^jfe-E I A«\ fc Mtfetastin^*TSli^(C^o 

KMft09 16 KIS-lCa(a§t hMetastin©£&ete©t»5faf£Jfl 
KIS-lCaia5t MletastinK:**"!-* ■PfPS'tt^, #W 2000-31 
10 2 5 9 O-^-^IEftcDhOTTTlTS^mCHOiflJ^^^VN^MrtCa^^-yjigi^ 
ttWtCFLIPR (Molecular Devices^) £ ffl^T$lj5£<Hr ofc 0 

homnmmnom^. 1 . 2xio 5 ceiis /m 1 £ fcs ± 5 fcJ&ifi 

(1 0%d FB S-DMEM) fdJSHSU F L I P Rffi 9 6 Y (Black 

plate clear bottom, Costerft) Kfi&$g$:Rl\,^X&$ ^MC 2 OOjiil "fofit 
15 (4X10 4 cel 1 s/200^ \/p^;V) s 5% C i/^a^ 

L I PRr^^y77- C=y^>T^^^^2 (B*«3S#5fc£*h) 9. 8 
gs ^itek^h y ?A 0. 3 5 g, HEPES 4. 77g, 6M7k^b^h 

20 flBgLfct©] 20mK 2 5 OmM Probenecid 2 0 0/il, ^Vl^jktf ( 
FB S) 210//1 £*g^Lfc 0 Fluo 3-AM (I^A^W^M) 2^7 

^ (50fig) ^^vl^/V^dMM K 40^1, 2 0% Pluronic 
acid (Molecular Probes|±) 4 0 ju UCjftfrU ^ft£±lEHanks' /HBSS- 
Probenecid-FBS fcfi]*., 8^^^ h^m^X^^^tc^m^ 3 

25 #!>i;H00tflfo^U 5% CO a >f ^df-a"*— * — 

3 7t;, ll*M-f (6*0—7*^ ^) . KIS-lCai3i 
yssybP-^^-CKI S-lCatHCl gGf-^7^#3t (IgG 
1, k) T^SftPrRP^/^P-fy^ (P2L-lTa) (H. 
Matsuraoto et al. ; Biochem. Biophys. Res. Commun. , 257^, 264-268K (1998 
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Srx 2. 5mM ^n^'/K (Probenecid) 0. 2% BSAtrgtf 
Hanks'/HBSS 1 2 0 /z 1 fcTftJRU t hMetastin (1 x 1 0~ 8 M) t 3 7°C 
tlWV^^-Vgyt, *75^VgV5 m 1 ^ F L I PR«9 6 ft 
^V-h (V-Bottom^V- K Costerft) ^®Ltc (M> f^/KTV- \ t 
5 o tt/l'-fOM^f^^Ti Hanks'/HBSS^ 2. 5 mM 

Probenecid^*P^fci5fc^^y7r-"e* H V* V*S*— (Molecular 

Devices**) *^T*W«^V*-Vft4ia**U Ste#^ 1 0 0 m 1 ? 

, K^ftofc (fl I pr}c£^ fy^v- 5 0 j» 1 of 
10 s^SWJfe^v— b^i^^tvS) o 

tt*&H9fc*1% ^Hi 1 ?, KIS-lCafi, fc MfetastinOflH**" 2 x 
1 0 _8 M-C7 0%, 2 x 1 0 _7 M-ei 0 0 %ftlfg!jL7t 3. — P 

2L-lTa^ t bMetastintf>«£ 2 x 1 0 -6 M"C 1 4 %tt©WJ^» 
b*LfcWC&ofc„ «±©ii^fe, KIS-lCaii fc hMetastinO» 

15 H [Ca 2+ ] ±#Stt**»-rar;fc3JSWfe* a fcftofc. 

%W§\2> jfcfgtp<£>k MletastinOS* 

^-E I AfciD t hMetastin££*Lfc 0 
20 3fe*Sr*3IC*i-„ 



^3 





tastin 


No. 


^14 (fmol/ml) 


ictt(fmol/ml) 


1 

2 
3 
4 
5 


1. 6 4 
1. 5 1 
1 . 7 2 
1. 0 7 
0. 7 9 


1. 6 5 
12.7 
1. 2 7 
8. 3 5 
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6 


0.9 1 




7 


2.18 




8 


0.8 8 




9 


1. 7 4 




1 0 


1.0 2 




1 1 


0.5 9 




1 2 


1.5 9 




1 3 


3.5 9 





fc hjfojft (lml) t©t fMetastinS : 

JH4;1. 4 8±0. 2 2 fmol/ml (mean + SEM, n= 1 3) 
£-14; 6. 00 + 2. 7 7 fmol/ml (mean + SEM, n = 4) 

5 

fc hJkit^Ot hMetastin^+lift«^n-^h^7 7W- (R P 

-HPLC) (ct^^a 

£\ t )>i«& 5 m 1 \CT± h-hV 1 5 m 1 » LTfSTO. ^>fr#8t ( 1 
10 5, OOOrpm, 5#) £?tV\ ^^^fol^trofc. ±fjf £$C$t$yt 
^ N iOl^!lliODS-8 0™&;8V^^HPLCfc£oT#®Lfc e 

*7A:ODS-80 n (4.6 x 250 mm) 

: ( o . o 5 % h y y^n^m^m 5 %r± h~ 

15 B$t (0. 0 5%Y3y^*vmfc§^ 6 0%T-feh^MJ/I-) 

3 OftmfrttX 3 0-40 %fci63&ftfc±#$*;fco 
m& ■■ 1 • 0 m 1 /% 

ftW :0. 5ml/tube 
20 »Wli^SrWil*tt«|UfcO*>, 2 5 0jul 0^y7r-Cfc»»**, HifcFll 
1 5|5^©"9-^ K-f y^-fe-E I Al^tfc. 
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»il 0K^i~ o tt^Ot bMetastin(D^g^ttai5i:/uift: h 
Metastin0^tti^ef^i±|^^7t (HUIX* 1 0 2 %) ifVMs'f 
S-EIA^, t ^Metastin^t±iLTV^5r t«^^nfc 0 

5 ?Z>Z.tftfrfrZ> 0 

HIS#!j5 ^^iiL^^Wt hMetastinOS* 

5©fyMyf-E I A\Z£ t) fc hMetastin^S*t7c: 0 



4 



No. 


4-10 W 


11-20 W 


21-30 W 


31-40 W 


Post 




(fmol/ml) 


(fmol/ml) 


(fmol/ml) 


(fmol/ml) 


(fmol/ml) 


1 


99.0 


1598 


1706 


3441 


7. 80 


2 


283 


3613 


5351 


11035 


3. 80 


3 


63.6 


2065 


22805 


6928 


5. 76 


4 


10.8 


3100 


6218 


11532 


11.4 


Mean 


114 


2594 


12860 


8234 


7. 19 


SEM 


59.3 


462 


4253 


1901 


1.62 



15 Po s ttt % mM4 B^U3:5 0^£3H- O 

*4^b, Jkft hMetastinjtSte, fSMt tfcfUi#U WSI^jEitW^V 
KmZ>t3%7LhfrZ> 0 £tt#«(6. 0 0 + 2. 7 7 f m o 1 /m 1 ) tttM 
1rZ> t , t&ffim ( 4 - 1 0 il) Ti§ 2 0 fgiC±# U 2 1 j&» 3 0 olTi$2000 
20 f£±#L7c 0 itbt>(D^^b^ t hMetastinf*, «i4Jtl, JfiL^fc h 
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Mffi.M6 m^mm&ktfm^lfrWiihm^fDK bMetastiiKDJtl; 

mmmzm h <t xm&&mM&*. nmno* y ? r - c -e 2 m 

5 «RU ±iBH$&#l 1 5©fyMyf-EIAti:n hMetastin£^4Lfc 
10 *5 



$&J$ERf£tf4fc bMetastin 


No. 


Ml (fmol/m 


fffflMHt (fmol/m 




1) 


1) 


1 


469 


543 


2 


406 


401 


3 


347 


749 


4 


674 


775 


Mean 


449 


497 


SEM 


60.3 


139 



15 ^5i!) s ^»MtW«MKT'JflL*Metastin»S<D^BfebtT,'f> B&iE 



7 K I S - 1 CafcJBVVfcfc Hft^Metastin&^jMlk'fe 
20 fTofc 0 JtfWSjfcHU KSr* ^rV^tl^fil, 2HISLfc«, 100%^ 
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mo%^*/~/v©)«^5:9-ffll a oaLfc# s PBS^^^ 2mUVtzo *<o'& 

K&l mM EDTA«f&(pH8. 0) 9 5°C, 3 0#M;*— h 9 V^—^fKX 
fMQMt:ff\i\ 0.3% TritonXlOO&r^frPB S (PBT) f£T 5#H9 2 
5 U 1.5%^-7lk^^-at?PBT (l%E^!>-vil^*5 < J;7j;o. 4% Triton X-100 
£^frPBS) ft6 0/ig/ml (31«U7cKIS-lCa^^y-r K^»b7c 0 
T?l 60#ra±aS£*fc#, PBTtt3077^ K£»Lfc„ Kfc 
tt^sWmffl.-rVX I gG^Ml, i?K3 0^FIM, PBTt 

t 2 ni^fL r tf^^- yf^^t^^r^y^-^^m^Wja U ii-e 3 

10 O^S^itfc: (^^^^^-f^ (mouse IgG)ABC kit, 0 PBTt 

T4iH^7^K»t 1 v^T^y^^^-v 5 ^ (3, 3-diaminobenzidine- 
tetrachloride)X®* s> h (7^3 V) ^/l^*^*--t?<Sr3g&£-g\ 2-1 

, KIS-lCa# % Metastin^^Jj^^^ffl«rtlT*&5ii;^Kf>^t^ofc 
15 o 

t bMetastinte, > Vi?:/;?~h0T7T175©ftBft© i> Kfc 

hMetastin£fctt*©ft£ft^©^fB&^rU **Ofc Mletastin^fcte^©^ 
^©»rt[Ca 2+ ]±»tt?r>t'fPl-§r t Mfetastin^fctt^OSI 

Metastin^fc«^:©Wfr^mUXV>5S^mt±SU i35W©#i#«:/Bl\fcS 
25 ^>f/W|R&tJ;5Jna!i?&*fcRriB-T?S>S„ fc bMetastin©C«lf|S«rBMfc1-S^/ 
^7 f/Vfoftt fc hMetastin^NM^MIi-rS^y * p— TvHftftt £/8Vn 
5tVW y»± 5$&g?WJ«8J£ifcK: < }: ■> , fc Wetast int. felt ^(DmMfr 
*l6i&3:<WmiKfemrrzz.k&V%Z1tib, fc Mletastin^7h{i^©B|^ 
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ttftjjgJtew^Wffc^fflfcpriiT'fes. *mm<D%im-$., t >Met as tin^ 

ituSMS, flak ftlM^') , Jfiigfg^ §J 
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2 . NmkDm^-/^ mmnmn : i T-^$n575. / imb?»J0& i #g~ 

fg3#g> S£l#g~|g4#g, ISl#g~!g5#g> !fll#@~fg6#g, fg 
l#g~S?§7#g> llfM8#@Sfc^l#@~Il 2#@©75/^ 

10 4 . IB»^ : 1 T3? £ n& 7 5 J Sffl?iJ 5 * U ^ 7*5P H * 7c « 

5. mmit^ntzm^mitmcDm^o 

7. KIS-1N (FERM B P - 7 4 2 9 ) T"i*$tll)A'f 7*U H-7l 
15 J»£^££n#3KI S-lNaTiI^£ft&tt»6fBmcD^/?n-^;i/ 

8. k?'J#^: i-e«$n575y^@s^J^w-r§*u^^H^fe«^(D^ 

9. CtmMtDm^^Ftfmm^ : lTi!t£tt&75y@£ia^J<7)fi!4 5#g 
20 4#g©7^yMIB^J?:WT^^^HT$)^)ii»8f3ttOtn;#:o 

1 0. cmWffift^y^FWffi&m^ : lTg£ft£75/§!g2?iJ©fj§4 5# 
@~||54#@, f|4 6#g~fjl5 4#l, fg4 7#g~fg5 4#g, ^4 8# 
g~fg5 4#g, H4 9#g~fg5 4#i£7ctefg5 0#1~I5 4#g©75 
7 mE?iJ £ G t Z> * 7°^ HTfo-S »3&5i 8 fSmcDtii ft 0 
25 11. @B?iJ#*t: lT^^n^75yMMB^J^^-r^^U^7°^F^7c«^©^ 

1 2. 1B^J## : 1, IS^Jtf : 3, @E?0#^ : 5 s IB^J#-^ : 6, : 
7, 1B^IJ#^: SZtcfemtm^ : 9 T^3*l&7$ / ^SB^J^^I"^^^ H 
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1 3 . mmtzntcm^m 8 tmomto 

14. ^y$u-+)mfoT*&%m&m8mm<Dtfifoo 

15. KI S-l C (FERM BP- 7 4 3 0) TH^SftS/Vf 7*U K-V 

mMfrzm&znnzK is-ic a-em^n^m^m itmLv^JW- 

1 7 . tmm 1 ^fcte/SS^St*^ 8 |Em©^*£^UT&3P$rlio 

is. ftjmiftmQftto*m^zz£*#Qittzmm%: iT§sn&7 

10 19. $e>ICf»*«8gB«©^*ffl^*Jlii*^tSt-r5W*«l 8SE«0« 

20. »*«iE«0tt#ftfflVi*j:t*i*«fr*EW##: iT«2n&7 

2 1. W^l|2m©Ja#:^fflV^^t^#^«t1-^M©^ftff^ 0 

15 2 2. $^^ff^8|B«©^^fflV^^i:?:iiti!li:-r^»^2 O^fc^If 

#31 2 1 tmo&Wi&o 

24. m#m8&mQiiifc*m^z>z£&ftm£tz>m&m^ : iT«£n&7 

2 5. fS^8l2«©fit#*fflV^Ct*#«ir*ttJE©^Wrj*. 

2 7. ( 1 ) »lWlftLft!l*l 1 f5«©{rC#:, MMfc£ttfctt#« 8 IB 
(2) fi#±CT*ftUfc»*«8E*©ttft, *»jb$nfc«*«lE«©tn: 
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28. n^aeiBiRcD^y^D-^ttftiSA-r^w^u 

5 2 9. KI S-1N (FERM BP-7 4 2 9) T«**n*»^2 8|E« 
©/W7U H-v« 0 

3 0. tt^«2 8E«0/W^U F-T»fi££fcrtX»£#*Ti&*tU -t© 

t'T^I»^6IBm© ; Ey^n-±;^#©Mia^o 
10 3 1. fflfc&Bl 4fB«©^/^n-^«&£g£T£/W :/>j K-v«. 

3 2. K I S- 1 C (FERM BP- 7 4 3 0) Tfll^Sftfcfljjfc® 3 1 gBflfc 

3 3. Hl*«3 lfBfc©/Vf K-^tt££#ftX&£4*:^TJg*U ^© 
^^fettig#»e»lt^l 4IB«© ; E7^P-±;i/fit#:*«-r^^t^# 
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1/10 



mi 




tiiikffilktil (/1000) 
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2/10 

ID2 




ttjhftftK (/1000) 




1 6 11 16 21 26 31 36 41 46 51 96 



b 



4 r- 

3.5 




61 66 71 76 61 86 91 96 101 106 111 116 



C 



4 

3.5 




121 126 131 136 141 146 151 156 161 166 171 176 181 166 1 91 
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H4 



£ 
c 
o 
10 

■* 1.5 



a 

2.5 
2 



M 1 

* 1 

^ 0.5 

















JLJUUl 


■ nimiunn-nirl 


Uju. 


lilrni-n ■•■■Pwir 




■ ■ n ■ n - , n il fl ■ 0 a Phflu. D a ft 11 1U i .'.ini 





1 6 11 16 21 26 31 36 41 46 51 56 61 



71 76 81 




85 90 95 100 105 110 115 120 125 130 135 140 145 150 155 160 165 
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6/10 




10000 



thMetastin ^^(pmol/ml) 
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7/10 



E17 
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8/10 




10009 



"^KilJg (fmol/weH) 
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9/10 

a) tHWetastin: 1:1 



i^ra (#) 

b) thMetastin: gift = 1:10 

25000 
20000 
15000 
10000 



c) thMetastin:ffift = 1:100 
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20000 




15000 
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10000 
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5000 
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-5000 
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mio 





4 




3.5 
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e I 


2.5 


a o 


2 


* S 

SB O 
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1 
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fcMMetastin 
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SEQUENCE LISTING 

<110> Takada Chemical Industries, Ltd. 

<120> Antibody and its use 

<130> P02-0111PCT 

<150> JP 2001-285853 
<151> 2001-09-19 

<160> 9 

<210> 1 
<211> 54 
<212> PRT 
<213> human 

<220> 

<221> misc_binding 
<222> (54) 

<223> the C-terminal of the polypeptide is amide 



<400> 1 

Gly Thr Ser Leu Ser Pro Pro Pro Glu Ser Ser Gly Ser Arg Gin Gin 
15 10 15 
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2/6 

Pro Gly Leu Ser Ala Pro His Ser Arg Gin He Pro Ala Pro Gin Gly 
20 25 30 

Ala Val Leu Val Gin Arg Glu Lys Asp Leu Pro Asn Tyr Asn Trp Asn 
35 40 45 

Ser Phe Gly Leu Arg Phe 
50 

<210> 2 
<211> 13 
<212> PRT 
<213> human 

<220> 

<221> misc_binding 
<222> (13) 

<223> the C-terminal of the polypeptide is amide 
<400> 2 

Gly Thr Ser Leu Ser Pro Pro Pro Glu Ser Ser Gly Cys 
15 10 

<210> 3 
<211> 17 
<212> PRT 
<213> human 



<220> 
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<221> misc_binding 
<222> (17) 

<223> the C-terminal of the polypeptide is amide 
<400> 3 

Cys Glu Lys Asp Leu Pro Asn Tyr Asn Trp Asn Ser Phe Gly Leu Arg 
15 10 15 

Phe 



<210> 4 
<211> 54 
<212> PRT 
<213> human 

<400> 4 

Gly Thr Ser Leu Ser Pro Pro Pro Glu Ser Ser Gly Ser Arg Gin Gin 
15 10 15 

Pro Gly Leu Ser Ala Pro His Ser Arg Gin He Pro Ala Pro Gin Gly 
20 25 30 

Ala Val Leu Val Gin Arg Glu Lys Asp Leu Pro Asn Tyr Asn Trp Asn 
35 40 45 



Ser Phe Gly Leu Arg Phe 
50 
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<210> 5 
<211> 15 
<212> PRT 
<213> humnan 

<220> 

<221> misc_binding 
<222> (15) 

<223> the C-terminal of the polypeptide is amide 
<400> 5 

Lys Asp Leu Pro Asn Tyr Asn Trp Asn Ser Phe Gly Leu Arg Phe 
15 10 15 



<210> 


6 


<211> 


10 


<212> 


PRT 


<213> 


humnan 



<220> 

<221> misc_binding 
<222> (10) 

<223> the C-terminal of the polypeptide is amide 
<400> 6 

Tyr Asn Trp Asn Ser Phe Gly Leu Arg Phe 
1 5 10 



<210> 7 
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<211> 9 
<212> PRT 
<213> humnan 

<220> 

<221> misc_binding 
<222> (9) 

<223> the C-terminal of the polypeptide is amide 
<400> 7 

Asn Trp Asn Ser Phe Gly Leu Arg Phe 
1 5 

<210> 8 
<211> 8 
<212> PRT 
<213> humnan 

<220> 

<221> misc_binding 
<222> (8) 

<223> the C-terminal of the polypeptide is amide 
<400> 8 

Trp Asn Ser Phe Gly Leu Arg Phe 
1 5 



<210> 9 
<211> 7 
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<212> PRT 
<213> htunnan 

<220> 

<221> misc_binding 
<222> (7) 

<223> the C-terminal of the polypeptide is amide 



<400> 9 

Asn Ser Phe Gly Leu Arg Phe 
1 5 
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A. CLASSIFICATION OF SUBJECT MATTER 

Int. CI 7 C07K16/18, A61K39/395, C12N5/16, C12P21/08, G01N33/53 
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Minimum documentation searched (classification system followed by classification symbols) 

Int. CI 7 C07K16/18, A61K39/395, C12N5/16, C12P21/08, G01N33/53 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
PubMed, BIOSIS (DIALOG) , WP I (DIALOG) , 
SwissProt/PIR/Genbank/EMBL/DDBJ/GeneSeq 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



EP 1126028 Al (Takeda Chemical Industries, Ltd.), 
22 August, 2001 (22.08.01), 

Column 37, line 21 to column 39, line 55; column 56, 
line 9 to column 60, line 26; column 67; example 3 
& WO 00/24890 Al & JP 2000-312590 A 

MUIR A.I. et al., AXOR12, a novel human G protein- 
coupled receptor, activated by the peptide Kiss-1. 
J. Biol. Chem., 03 Aug. 2001 (03.08.01), Vol.276, 
No. 31, pages 28969 to 28975 

Page 28971, left column, line 22 to right column, 
line 22; table I 



1-19,23, 
26-33 



1-19,23, 
26-33 



|~x] Further documents are listed in the continuation of Box C. Q See patent family annex. 



* Special categories of cited documents: T 
"A w document defining the general state of the art which is not 
considered to be of particular relevance 

earlier document but published on or after the international filing "X" 
date 

"L w document which may throw doubts on priority claim(s) or which is 

cited to establish the publication date of another citation or other T 
special reason (as specified) 

*XF document referring to an oral disclosure, use, exhibition or other 
means 

"P" document published prior to the international filing date but later 
than the priority date claimed 



later document published after the international filing date or 
priority date and not in conflict with the application but cited to 
understand the principle or theory underlying the invention 
document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such 
combination being obvious to a person skilled in the art 
document member of the same patent family 
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Relevant to claim No. 



OHTAKI T. et al w Metastasis suppressor gene KiSS- 
1 encodes peptide ligand of a G-protein-coupled 
receptor. NATURE 31 May, 2001 (31.05.01), Vol.411, 
pages 613 to 617 

Page 614, right column, lines 4 to 23; Fig. 1 

HORI A. et al., Metastin suppresses the mobility 
and growth of CHO cells transfected with its 
receptor. Biochem. Biophys. Res. Commun. 
7 September, 2001 (07.09.01), Vol.286, No. 5, pages 
958 to 963 

Page 962, left column, lines 37 to 57 

WEST A. et al., Chromosome localization and 
genomic structure of the KiSS-1 metastasis 
suppressor gene (KISS1) . GENOMICS 1998, Vol.54, 
pages 145 to 148 
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26-33 
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Box I Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet) 



This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons: 

1. [xj Claims Nos.: 20-22, 24, 25 

because they relate to subject matter not required to be searched by this Authority, namely: 
The inventions as set forth in claims 20-22, 24, 25 pertain to diagnostic 
methods to be practiced on the human body and thus relate to a subject matter 
which this International Searching Authority is not required, under the 
provisions of Article 17 (2) (a) (i) of the PCTandRule 39. 1 (iv) of the Regulations 
under the PCT, to search. 

2. Q] Claims Nos.: 

because they relate to parts of the international application that do not comply with the prescribed requirements to such an 
extent that no meaningful international search can be carried out, specifically: 



3. Q Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 



Box II Observations where unity of invention is lacking (Continuation of item 3 of first sheet) 

This International Searching Authority found multiple inventions in this international application, as follows: 



1. As all required additional search fees were timely paid by the applicant, this international search report covers all searchable 
claims. 

2. As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment 
of any additional fee. 

3. Q^J As only some of the required additional search fees were timely paid by the applicant, this international search report covers 

only those claims for which fees were paid, specifically claims Nos.: 



4. No required additional search fees were timely paid by the applicant. Consequently, this international search report is 
restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark on Protest j^j The additional search fees were accompanied by the applicant's protest. 

Pjj No protest accompanied the payment of additional search fees. 
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